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mmmmm] 

(a) TRAIL-R1 R Xf/X (iTRAIL-R2 £ M Lt^4 ffifflffi. CT*^-yX^ MS 1" 

(b) TRAIL-Rm<^7X{iTRAIL-R2^l§iaLTv^ M YlE1&fflf&K-l±W**JkftZ 

mnsm. 3 ] wt<o (a) - ( c ) <Di-^x<D&n*mir&&Litx&*<omf&&i 

(a) TRAIL-RlS.O i: 7X{iTRAIL-R2^|&?aL-Cv^^KBI&tCT*° h -is 

(b) TRAIL-Rl^^/X{iTRAIL-R2^|§iat-rv^ k: ME#jfflJ&tC«l^i«:X«$ 

[»3jcJg4] TRAIL-R2^t±^1-*75 s TRAIL-Rllw(±^L^v^m^2 X 
[fff^S 7 ] TRAILS 0*#T-e«5*fflfl&^ T*° h - *SI?i"t &T£1*b&* 
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umm 8 ] trail h (D^r^mmm ct^f-^^ & 

1-^>LD50flt^2-lO//g/ml-e*)^If^ 1 ~ 8 OV^-ftL^tcfEfScO^Xii-e^tl 

2] «m7.5xl0 4 ^TO^Bf^24Bt^C^lt^»^ MWC 
^i-^>LD50H^10^g/mli^±-e^^»If^ 1 ~ S<D^-f M^Ztm.^tfLfaXlt* 

im^mi 4] mm2.5xl03^TO^^48B#^^^tt^^«t'^1- 
^LD50ffi^n0^g/mlJ^TT*^|f ^ 1 - 8 <7)v^-rn/6HC|em^f/L#:Xf±^-^H 

[It^l 5] «m2.5xl03^^S^B#^48B#^^^tt^>^lflSa^^1- 
^LD50fit^0.7 / /g/mimT-e*^IS^ 1 - 8 <D ^•fM^\z%^M^%WX\t^:(D 

[iff^i 6] M^.sxios^TO^Bfr^s^^^^tt^^ffl^^i- 

£LD50» ? 0. 02-0. 11 g/ml-eab-?)!*^ 1 ~~ 8 <D^1f1xfr\z&1fc<nfflfcX.l* : Z 
^>LD50flt^0.02 / ag/mlJilTt:^)^IS^ 1 ~ 8 <D^-ftifrbzUm<VtfiifcXte J t<7) 
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[ff*m 1 8] «i5:7. 5x104^5. TOSBf ^24Bf fflK&lfZ t: MffflUfeK 
*t1" ^LD50M^2-10^ g/ml <9 , ^o, *fflfl£gfc2. SxloS^O^lSBtP^Sra K 
£ It £^«&C*t1-&LD50lit 75-0. 02-0. 11 M g/m\X$>i>m *g 1 ~ 8 <7)V*-f tLfr 

[if 1 9 ] mm*a. 5xio^RzfK^mm2mm K&it & m y %tmm~ 
M-r zwsoim^ mmm. sxio^r tr%ifcmm48mm k & it %> mmm K*t-r lds 

o 

itmm 2 o ] mmm. 5xio4s.TOS^p B i24B#ra K£it& t b wmm^ 
LD5offi^\ mmm .5xio3s: Ph148b# n iz mmm ic*ti- & lds 

o 

[If 2 1 ] «i£7.5xl04&OT£» P B 124B#P^lCi3tt^> t hff«t: 

2ti-&LDso^\ mmm. sxio^Rif^m miswmiiziati zmmm^Mir &u)5 

o 

[it #m 2 2 ] *ibji&&7. 5xio4& tfKmm$2mm k&wz> y. \ mim\- 

Wf*LD50tt**, »ifc2. 5xl03^TO)SB#P H l48Bf p B ^Ciott^^m^^-r^>LD5 

[if « 2 3 ] mmm. 5xio^RzfK^mm2mm \z&tt& n h mm&z 

n't *LD50lt* s , Mifc2. 5xl03s^^^8^Mtl*3tt*««llJI&^^-t-*LD5 

ottoioof&&ji-c*;&ai;ftgi~ 8 ov^-r*L^tcia«o«;#:x«^o«^wwfM"o 

[If 2 4 ] ««BJ!&* J Colo205#fflJia-C* £ »3ftE 2 , 3 > 7 , 8 RZF 1 
3-23 Ov^r^tw|B«o*lLfl:XJi-€-^«filWWfM'o 

[lf*^2 5] mMJfoi>*. Colo205», U251«X(iJurkat;i«-C£>& 

[if*^2 6] mmommzmmL. jummzMmmtzzttfr^z 
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umm2 7] mm&. *mm, zammmm, mm, %m. mmm. m& 

^rtn*, #iy®, jffKas, mm&m^-tBLm, &mm, m&m. utr 
zi&m. m^m. mmm, mmm. inn, m&mm. ^rtini, t 

«l^fli, ItiM, WS^IiM. #g£j£M> M^ffi, ttllil 

£ Htm 2 6 fEIKOt/L^Xti-g-O^WffifM-o 

«3M**^=& < t *> 9 B W"Cab&iff;frg 2 6-28 (D^-ftL^izfSM^i^Xii^r 

g-C*&fflt*^2 6-2 9 0^r^Jwffi|RoSL#X*±-e-^>«tlfi«lWf>T-o 

[If ^3 1] ^Xti^^^f^lffit^^l^O^g/bodyXtilmgAg 

•Cab* Iff ^2 6-29 <7)v^-ftL^Hf£ife<7)fcL#X(i-?-OltBgWKIf>T-o 

Umm 3 2 ] ^Xfi-e-^^WSfM-oS-^-*^ ^ g/bodyX(i200,u g/ 

kg-e**ai^2 6 -2 9 OV*r*t^»c|S«oeL#:3lti-e-0«ffiWWf>T'o 

[ft^3 3] tmXli^<ommm)n<D&5-M:m}ugA)odyXlZ50/ugAi 

gt?**SI*«2 6 -2 9 <Z>v*-f fttf*i::|aflfcO&#Xl±*<a«fliW»rJto 

3 4] ^yyor'j >gm^-c* * it^tttn, If * 
f 1-33 Ov>-f ^^SB«oeL#X*±-€-^)«^WWf>T-o 

[W*^3 5] ^'f/'J K-^E-11-13. H-48-2, L-30-10, N-18-12, W-4 
0-5, X-14-4. X-51-12, F-4-8Xf±G-3-10tC«t *)m$L^fcZ>, TRAIL-RlX(iTRAIL 

[If ^3 6] $K#-ig-3&«FERM BP-7599-C&&^W "TU K-^H-48-2, $ 
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It^^TERM 7V K-vE-11-13, $ft#-5§-ri*FERM BP-7699 

-e£>£/W "/'J K--7F-4-8X(i^lt#-^^TERM BP-7700-eab^>^W K-vL 
-30-10KJ: (9jg£$tL&, TRAIL-RlXtiPvAIL^^M^I-^f^Xti'^^ft^W 

[|f^3 7] E-ll-13, H-48-2. L-30-10, N-18-12, W-40-5. X-14-4, X 
-51-12, F-4-8J&ZfG-3-10fr<b% Z>%tfrhMl$tiZ>, TRAIL-R2^|S^i-^> ^ J 9 

[lff*^3 8] ^Kl^/^TERM BP-7599T;&;i>;W K--7H-48-2, $ 
It#^TERM BP-7698-e^)^)^^ K-^E-11-13. ^It^^TERM BP-7699 
"C & & / W 7* • 1 K - VF-4-8& O^ft^-^JWFERM BP-7700"C *^a^7*'J K - 
-30-10^ <bil(£*i&, TRAIL-R2^^^i-^^ey * n - -± fVtfife* m$L~$- Z> ^ 4 f 

[|f^3 9] lf*^3 7XH3 8ffi|5c<7VW^'j K--7£*&*U 

n h ^mm trail-r2 k & zwn-tzztz t-tz. #ltrail- 

R2^e J 5 U - ir )\sfcfo<OUfe-fi&o 

[If ^4 0] m^MZ 7 3ZJi3 8f£*c<7VW K-^ri>kt£TRAIL-R2 
^y^o-t^Mn- Ki-^itfe^-^^IL, m%k&=¥-tt-tZfk&'<? 9 
- % mm L > f^Hil^ * * - * a± A L T hu I y * n - ^ £ HS-fr 

- i- frfflb*W&t ZZtZmWct-TZ^ #LTRAIL-R2^e J * n - ;w#L#W§£ji 
WtoWWfcfttWWtofr htzh mfr hMiXtiZ \t*-ffifre> t><D-e$>2> m^KM 4 

[lf^4 2] TRAIL-R2tC|£^1-^l5L#<7)*ia^«b. TRAIL-RHC L 

im 3 ] i~36 <D^tLti^ztm<Dfofexii^<vmmm 
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lit ^5 4 4] mmw. -kmm. ^itni> mm, iis, nfe 

T'sPimm, m$km, &mm. M-mm, mmum j f±&m, Bimm, m&m, m 
±L%km. m^m. mmm, mmm. ^x^mm, mnmm. i-^mmm, =?■ 

mmwm. mtmrnm, mmmm. mmmmm, %mm, m&m, mmm 

Mo 

[0 0 0 1 ] 

(±TRAIL$§#:2(TRAIL-R2) ^ fSfSc-T ^> ^/CTRAIL^fr (TRAIL-R) ^Cit^o 
£ <b K (± , tfCTRAIL-Rf/L'ffc £ ^$J$i^ 1" & > TRAIL-R £ Ltv^li 

u& icjibh -r & 0s,& tc^-r & ^ mx it mmm , # &~ ittif^iu k n -r & o 

[0 0 0 2] 

et al. (1972) Br. J. Cancer 26, 239 #BS] 0 7*°h-v>U±. JK3£^ 'J > 
ton, S., et al. (1991) Cell 66, 233-243#P.S] 0 7* 0 h-y^HJ; 

T# f-y^CJ: *)&mZtLX Lt i AIDS. T)Vy^^^~m, a?-*>V 

^^Mu^it^ %m±mm, mm&m&&m, s^&ttMu 

&£[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#as] 0 
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[0 0 0 3] 

*K rtHt4cO^>(7)<h LT, myc, bcl-2& ^O^fzH^ p53& ^MfiMfz: 
T-^ ? T^ h-v^cOi§#^Mt>o-rv^^^^^^tiTv^ [Jf|S3;£||$<b (19 

93) mkU^ 11, 17, 2324-2328#M] o ^014 £ LTti, lt^v£#J 

T* c h-v*£^&1-££fc7&*&£;h/rv*& [>tffl;£fii$<b (19 

94) ftfrll^ 49, 6, 1 152-1 157#fig] 0 

[0 0 0 4] 

rcoj; ^^T^h-yXCM^t'&^t LTti. l«Hf-« (TNF-«) 
, M.mW£^-/3 (TNF-/3), FasV 2f> ^OjffiJfcKJEH^"? r 5 U — (TNF7 

-v**r8M*-*-* t^f^^&MSchmid, et al. (1986) Proc. Natl. Acad. Sci. 
83, 1881#BS;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#M] o ~?<*7^ 
^FasXfiFasV ff> Ktf>gE*ffi#(± £ e^^O^S^M-t * - £ h x Fas 
V 2f > K^tt'tciott ^> i EMK^ttO 'J T# h - iz£ i) $m-f 

&19liBSrfioTv^i <!:^<^$tLTV^[Krammer, et a 1. (1994) Curr.Op 
.Immunol. 6, 279-289#J® ; Nagata, et al. (1995) Science 267, 1449-1456# 
bs] 0 FasH#M^^^i-^»T^-x-r ^ ^^v^/^^y ^n-t«(i 

> -ism l TTNF- a t mmmv r *° h - v * if * ^-r - 1 $ *l 

TV^ [Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] 0 

•9, TNFlx-f7°^-7r < 'J -5H^P¥^£*l& 0 
[0 0 0 5] 

TNF l/-t7°^-7 7 5 'J-O^li, WiF7^><7)y77^ ^ U 
as&OTNFRlfi, v a £ y* a ^/^gsSitfSTreaperCGolstein, P., et al. (19 
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95) Cell 81, 185-186#BS ; White, K. , et al. (1994) Science 264, 677-683 

T y 7° * - ^T-FADD/MORTl (7)^^1£L> FADD/M0RT1 K jg-g- LTV^^^M'-^f 
(Caspase) -Wf&mt £ 3 1 § - "t o fSttlt L£::# X -tf -8(C «t 0 TSKO * * 

bf^T-sf ^Ms^fstt-ft l , mm izmm ^r^v-^^^tm< [Nagata, 

S. , (1997) Cell 88, 355-365#M]o 
[0 0 0 6] 

MM<VT# V -is X *mm>-f T < V-fr^5&fLZ*ltZo Wiley 

ib [Immunity (1995) 3, 673-682#P.S] ti. ZOfr^i PTOFMitr *° h - v^lf 

^'J#>KJ Xi±fBf8Rt- ITRAILJ tft&LtZo c\<D<fr?-ltifz, [Apo-2V 1f> 
KJ Xti TApo-2Lj t &nW*lTV*£[Pitt, R. M. , et al. (1996) J.Biol. Che 

m. 271, 12687-12690#HB] o ffi^Jt, i O^TfiTRAILi: LX*mmW*"?l*Vf- 

[0 0 0 7] 

Fas'J KfcfiUS: *9 . ^"^^ l^;i/C9TRAILii#> < O t: hOj8a»^t?tfetB$ 

^£ (^x.ii\ mm. m, m&m. mm, #*> *jj§> *mp;w^ 

J&S^ »K) o -€-L-rv><o^o|ffl^#^i3V^T'|lS6tJ^$E^$^^o TRAIL (i 
, FastCJ:^^<7)v^^-M53t^^1-^B#ra#rt"e. TNFM#14 T # h - v * <t 
19 ^^Kf^< r#h-V**&&fc^ft$**£fc&^$*LTV>* e [Marst 
ers, S. A., et al. (1996) Curr. Biol. 6, 750-752#flB] o 
[0 0 0 8] 

TRAILO$##£ Lt\ S3ti"C ; C5o?) ^ S^|bJ5e£ titv^o TRAIL 

-Rl/DR4StmAIL-R2/DR50Zloo$§#:tt, t & Kt** > 

am^^tf h(7>#< oai«ft^-CKi6t>*L-5 0 TRAIL-R2<7)t£¥mt;{iW)li. 
JfiL'J W«JiU WMZteCtbt Ltz, Offifg^^M^tLTv^ [Pan, G. , et 
al. (1997) Science 276, 111-113#M ; Pan, G. , et al. (1997) Science 277 
, 815-818#BS ; Walczak, H. , etal. (1997) EMB0 J 16 (17) 5386-5397#flB] 0 
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TRAIL-R2t::(iSiR#J* W v > 9* (alternat ive spl icing) i & 2 

$R^£*VCV>£[Screaton, G. R. , et al. (1997) Curr Biol 7 (9), 693-696# 
HS;Arai, T. , et al. (1998) Cancer Letters 133, 197-204#BS] o 
[0 0 0 9] 

Milt h TRAILS, TRAIL^Iffl^HIlt^^^^amx.^ 19 , 

£ fi i "C K^mm Ol«C7'f h-y^l: SN*-f 4 - £ S^ltv^ [Gr 

iffith, T. S., et al. (1998) Cur r. Op in. Immunol. , 10, 559-563#DS] 0 

SfcK. Milt hTRAILii, t f^^HHIiSMil^ffli/^^Ii 
v)X^t>tM^^LTV^ [Walczak, H. , et al. (1999) Nature Medici 
ne 5, 2, 157-163#BS] 0 |1J D < TNFl^-t - 7 7^ 'J - L> T#h-~> 
^*St4£J#^TNF-a ^Fas'J # > K<h(i^&v, TRAILJi^ 7 XRZfrt - ? W 
^;K7)iE#M^*t L W 4- - tltttfr^tz [Ashkenazi, A., et al. 

(1999) J. CI in. Invest. 104, 155-162#BS] 0 
[0010] 

titv^v^ fti5a.f^x.H b TRAILS t: ME#lf*®#fflia^T^° h-^> 

*£ff2ff1-&.T h/^^tt [Jo, M. , et al. (2000) Nature Medicine 6, No. 
5, 564-567#BS] , tfz, t: V MBM K i> T # b ~ v X £ if & - <h $ 
tifz [Nitsch, R., et al. (2000) The Lancet 356, 827-828#M] o JJf MlfflJE 
K T *° b - v * * If #1" -2) T 3 — -i v 9 tn tftfzsfim fi , ^# K MB# M TSfl 
iff^^iHLv->^^f ^r/y-^tlSC, L***^, TRAILOMflS 
tcMt--i>«^Sfi#^^:§ t LttiS:^ TRAILS h Hit LE 

i D D pt LTMt-^^0^14lcMPn^^lf^tt'btL/i[Nagata, S. , (2000) 
Nature Medicine 6, 5, 502-503#Jft] o 
[0011] 

TRAiL<7)M-mm^M-r ^mm^mm^^Mit, ati trails w^sfofi 

«K#c#LTV>& £*LT^& [Lawrence, D. , et al. (2001) Natur 
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e Medicine 7, 4, 383-385#BS] fr\ *M£x. TRAIL* ®(7)^t4(i*fiiif^ 
[0012] 

tifc [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 
5-562# m ] o Rtmm W £ SHI L & v ^ ^ £ *t£ am x. MFas if > K (2 £n 

x&h-f\ ^^tfTRAiL^ t'fcmtmz: z>m^izmn<o%^T 3^-^ f v 

[0 0 13] 

TRAILS. BU^<7)#i'TRAIL-Rl^ L < (iTRAIL-R2X(i - OMyj ^fPffi It 
T *° h - v * £ £ TRAILtW« K T sK h - v ^ £ St*"*" £ B# £ '<D V 

7,7-^ y 7 ^#^TRAIL-R1/R2^M4 ^ftini" £ - t Tfff«t£^lll^-C £ * ^ t* 

[0 0 14] 

& £ & & <> m.®:x.mth trails i^,7*^-y^ it* & immm t 

[0 0 15] 

miE, mmm^zftte -t&u-t y° ? - x*> h cd20£ mm t Ltz** He 
r2/neu^iiK) tLtzth £<d* j 9 n - -f m&mmzttMm 
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ti&i&^-t&zt'c ttz, mmmmmmmm&<ommRzf£.jfi<zm-5-i-z> 

[0 0 16] 

#££>*L& 0 L*^miLO^§#:r^-6gL#-e*Ktf, HHx.lt h TRAILS 
[0 0 17] 

± 9 t-t&mm] 

, Mit MRAIL* ^^R-C»±fl5**3l#jei-fnrfi6tt<!0*«S MEHttfFH 
it xiamm £ ftflrf * £ K * & <> 

[0 0 18] 

*§tw%t>it. \l hiRAiL-Rmzmizttir&m>fo<DftmizmLxmmM$zLtz 

yx^7^W^HU f7>^yx^^-77^^t MRAIL-RlX(iR2-C 
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yb(Djfm[(M5) Nature 256, 495#flS] d «fc 19 , frilTRAI 

L-Rl S U7X (iTRAIL-R2 jft £-t £ * / * n - -J- iiit^W^U K - 

LT\ dOffm^^ ?n-^;H5L#:{i, *jffllfe0^1fH*&TRAIL-RlXt^/X 
[0 0 19] 

( 1 ) TRAIL-R1 £ 07X iiTRAIL-R2 i:^t^ #C#X li -e V>m Hr^ o 

(a) TRAIL-R1 5. UVX fiTRAIL-R2 * L T v > & 4&$BIJ& K T *° h - v * * If ^"T 

(b) TRAIL-RlSy f /X*±TRAIL-R2«rHaLTv^ t: h iE#«Bliat-iiJK#SrSt?$ 

(c) fc hffFK*llU&«S«:SN&Lfcv> 

#H9Jfc:i3V*-ai, ±iBO(a)~(c)O^TOtt»=S:^r-r*et#Xi±-€-0«iBW 
Kffi-jWSLv\, ifc, ±IB(a)~(c)<0^< fcfe loottJtS:^r1-4fii:#Xli 
-€-0«i6fi9Wf>i"C* o TTRAIL-R2 tc fil^t" -5 tf*TRAIL-Rl L*^(>0<) 

[0 0 2 0] 

(2) Jiffijftfcfi, v^x-v^^/n^^J K-* *\ 0OxJfE-ll-13, H-48-2. L-3 
0-10, N-18-12, W-40-5, X-14-4, X-51-12, F-4-8XtiG-3-10K J: *) ti& 

* n-^;Mfi#-C& 19. t: Fj5iMl.:^f f Lv* 0 E-ll-13. H-48-2 
. L-30-10, N-18-12, W-40-5, X-14-4. X-51-12, F-4-8CJ: OM^tL^^y ^ 
n-t)H^^^7 0 i^A/y*n7'J >G(IgG)M-C& ^ G-3-lOlci 19 
tL&^e/^n-^ fr$i&<D 9 4 -f\± JAyyuy* <; >M(IgM) & 0 i ti % <o 
^/^o-t^»tCtt, TRAILS C tHJ: «K flMIBI&KTtfh- 
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, ^^f/'J K--7H-48-2(i, $lt#^FERM BP-7599£ LT. ^^f^'J K-^E- 
ll-13ti^ft#-^^ERM BP-7698£: LT. >^"TV K-^F-4-8(i^ft#^#TERM 
BP-7699^LT, a^/'J K--vL-30-10Ji$It#-^TERM BP-7700t LT, * 
n ■•€* tL^K $ ft X v o 

[0 0 2 1 ] 

Zsflrlz&^X^ t: h N-mmz ft-f &U)50mm. 01 ix g/mlR *fJL< (±0. l//g 
/mlJ^JLt, $ <bK0$ t < (±2-10//g/mK Jg&fcfS L < tilO^ g/mlJ^Lb-CfcSo 
^HW^frXii^-^tSlllgWWfM-ti, 5x103^. y f SSNFW48B#K 

O^f^jS^T, M« (^x.lfColo205«Bllfe) r*t1-^LD50«n00^g/mmT 
, ft* L< (ilO^g/mll^T^ <t W * t < tt0.7,ug/mUsJlT\ S K$f £ L < l±0 
.02-0.11^g/mK L< (i0.02 / /g/mlJ^Tt:^)^o fit, «i$:7.5xl0 

4 ^.U f RlSB#^24^r^^i3tt^ t: Mflffll^^^ti-^LDSOfil^-lO^g/ml-e^) 0 , 
^o, *fflj&|£2. 5xl03^W f RiSl^B48I^HI tc^tt^>0«^Mi-^LD5O^t^O. 02- 
0.11,«g/ml^ab£&^<7>#M^ L 

[0 0 2 2] 

(4) ttz, *§kW<D&LfcXli*<omf&Mm) 1 fte, *H)fe^7.5xl04&OTO>ra24 
^mi-ten* hM«Kttt-&II>50ffi^\ #«m5xl03&U^)£iltF^48Bt 
tci5»t***Bfl&Jw^f &LD50ffiO 2fS£JLL, L < (±1(H§J^_L, i*)^IL< 
{±50fgf^_L, $^»rtfiL< «i50f&-l00f&. i^HK {il00f&J£JLt-e£>& o 

[0 0 2 3] 

(5) s^k, ^mvtfcfaxte'tvmmwjwfrii, mm (mx.n*-vwxK 

Jtt««BIBOiiSI * WHW-t* * - £ 7& ? -e £ & KB ffl , XfiJS* £ $ - i 
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mm.mm, fcmogt-rz) K^motmxt^t^m^mm^^^ir^mit 

,0.1// g/body (5 // gAg) ~ 100 // g/body (5mgAg) , fftL(l±0.V g/body ~ 100 
tx g/bodyT**) 4 0 0!l x. f±\ &#fi £ L T 100// g/bodyXf±5mgAg, #f £ L < (±20 
// g/body3U±lmgAg, «t 0 *f S L < ti4/£ g/bodyXf±200 // gAg, $ <b Ktf £ L < 
(±l//gAodyX(±50//gAg-C-^)^o ifc, 0.5// g/body (25 //gAg) LT J: 

Z> o 

[0 0 2 41 

MMt Ltii, ^HiEM, JSfafi, SUB, lafli^ M-feM, Wlffl^ 

iii. jtia*, jffihhb, mmum¥±Biffi, &mm, m&m. m&mm. m% 

vmmm. wmmm. mmmmm. mwm. nmwm. nmmm. mmmmm 
bmtftiz'j?* < t h i o**^»f htt&o 

[0 0 2 5] 

(6) E-ll-13, H-48-2. L-30-10, N-18-12, W-40-5. X-14-4. X-51-12. F-4-SR 
[0 0 2 6] 

£$&8lt* - £ #lTRAIL-R2^E/ ? n -^ffittOKJfcfrjfe, 

[0 0 2 7] 



miiE# 2004-3039221 



#fl 2001-314489 



^-v: 15/ 



Wm if h fcLTRAIL-R2-=e J ? u - -f ;l4/L# £ i$t 2>Zt* i: 1" 4 , tJtTRAIL- 
[0 0 2 8] 

(9) TRAIL-R2Kig^1-&ffi#<Z>&a^<b, TRAIL-RlUfi^ <£> 
[0 0 2 9] 
[0 0 3 0] 

mmttxit, jzmm. initio, mm, %m. %mm. m&m, 

i*i§ys, ipi^ Aitffi, ffFW«, mmum¥±&m. &mm, ttr^m 
*> m^m, mmm, mm, i-t^mm, m®mm. ^-gftmm^ Tsrt 
mwm, mmmm, *#vmm, isamm, mm^mm, ta.mwm. mm 
wm. mmmm, nmmm, nmmmm. mwm, mmm, nmmm. * 

[0 0 3 1 ] 

t/tTRAIL-Rl S. 0^^ y * n - -T ;l4/L# K , 0« K*t t T T sK h - v X £ If % 
-r^fStt^^dtii^^^^tLTV^ [Griffith, T. S. , et al. (1999) J. 
Immunol. 162, 2597-2605#fiS ; Chuntharapai, A. , et al. (2001) J. Immunol. 1 
66, 4891-4898#flS]o LfrLZtfb, iti^Wv^xfi^ <7>-C&&o 

i/i. mkz.^ MRAIL* >/*?%;iZt5^Xfflmt%^X^2>, t Mf IffH 
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[0 0 3 2] 

n<s<%Z.£K, *3&W<VffiMK hfctTRAIL-^^y ?u-~r)W%fc&. t: ME 
#a^fi*(7)|ffl^tc^LT(7)^^'b-r\ Mit: hTRAIL* >v^SCKJ;&3tt 

-C ti# K Pp^M <t 4* * StJKtt K o T W\ fCJ:i»§*iTV>-6o 
[0 0 3 3] 

Sd5vffct LTti-f Ay ^nyj >G(IgG), HA(IgA), nOEdgEJ&OTOdgM) <£> 

[0 0 3 4] 

1. TRAILS. XfZ<D$ifc 

*5m<offifrt, mmwm=f- (tnf) Misr^h-v^ifS'j^> k (trail 

) O$^(TOAIL-R)^i-*Kl#:-e*0, ®TRAIL-RHCR^1-^>f/L^ ©TRAIL 
-R2 K RiSi" & #t#, & ^(DTRAIL-Rl t TRAIL-R2?) M ^ iZ & ^^^1" 
&o **WCt±. ®Ofcuffc£ rfctTRAIL-Rlfct^J , ©RZf©<7>&Cfc* T^TRAIL- 
R2t/C#:J fcv^iti*4o ^0^|ffl»^i3V^TTRAIL-Rl<!:TRAIL-R2cOM^- 
<DTMlL&mfc*m&MK&t>&XMW1r2>m&te, |TRAIL-R1&<7R2J t^l 

iiu^>o t&o-c, OTAidr rTRAiL-Rmtmn^^ o«t-9^E«ttfe 

»^ti (^aoHJfc^ 1 #JS) . TRAIL-Rl^m^? TRAIL-R2<7)#§i^< 
[0 0 3 5] 

Jt*>-§rfro mimmn] tit, $ifc<n-Ufr (SP^WfM") t^ot, Jfrffcoifi 

mSEtf 2004-3039221 
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j^^^ffl^lo^^fi-^^O^^L, JL#6^C(iF(ab')2 , Fab\ Fab> 
Fv, y^;V7^f Klg^Fv, — ^IIFv(scFv), &cKC tt^^M^^^tf h 
(D.J.King., Applications and Engineering of Monoclonal Antibodies., 
1998 T.J.International Ltd) 0 
[0 0 3 6] 

^m<Vfcfot LT(i, ^!lxL(i\ t£&OflMW^ffif!c£tL&, t: MRAIL-R1 
[0 0 3 7] 

hcii) mx-r h z t a*-c § ho z (Di&mmmvufr&ftxmt, wt%\<Dum$m 

IKJ^#I3*A& (site specific mutagenesis) SrffinTJe&KJ: *)2gA1~£^t 
(Proc Natl Acad Sci USA., 1984 Vo 181: 5662) 0 ZZX\ t/lfotli, 

-f Ay > ^«j^-r ^>*fw^fif«^fiii^#fi«, tcgiio pt^ 

[0 0 3 8] 

i:^-Cl-S 0 gp*>, $JxJ2\ mUX^mLtzl o hTRKlL-Rmm2Xit^r<D 
—Ut, faW.<DffiWM*Mtb&tztb<Dmm : &%!}M (0lx.tf, bovine serum album 
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hm%MV3KfU&-t2>o £>&v>f±, ^ MRAIL-R1 £ n — V~f ZMfalr^ f 
TRAIL-R2£n- V-f&mfcT-ZMXL, TRAIL-RlXt2TRAIL-R2£*fflJfe^® IZMffl 

I^t-S ^ n - i 1 1: i oTMf^ i i^ti ^ D 

[0 0 3 9] 

* 0 W^OtjL#<7)-9-y^7^^IgGlXi±IgG3H^ 

~h\ >f7h'J-)A, t 9 ^m^WM^MM (J.W.Goding, 

Momoclonal Antibodies: principles and practice., 1993 AcademicPress) „ 

mmmmm, y7rn h*->>, v^xDZiZMwrnm. rtf* v vis** 

-K 7>fh7>fy>, *>J^7v^y>^mtfiffii (D.J.King, Applic 
ations and Engineering of Monoclonal Antibodies., 1998 T. J. International 
Ltd.; M. L. Grossbard. , Monoclonal Ant ibody-BasedTherapy of Cancer., 1998 
Marcel Dekker Inc) „ ZhK, Maytansinoid^c7)T°n K7"^ (Chari et al. 
, Cancer Res., 1992 Vol. 52:127; Liu et al., Proc. Natl. Acad.Sci. USA, 1 
996 Vol. 93:8681) & £ t K X •)«^^iO?&iMS:$'b 

fcHJBlt*^ fepTlg-C**o ffc^fcll, *$kW<0&LfcKid^X, TRAI 

L-R2H|g^-L. TRAIL-RltC{±|g^-L^v^4®^^-r^ ^OtC. k MPiilgCft 
#£8MIL£v»&Oj&*#£*iS;ifc£fUt,Lfco t&oT. ^H^(±, TRAIL-R2 K 
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je^-r & tfifcommfr % , trail-ri k i±ite# l & (7) £ Mife-r * 

[0 0 4 0] 

a-s-r&o -r&fr^ (Dfcsncfc Lttffit-s, ^jss^offl^^/xti^t 

5xd-vJ t^d) (Dmm, (4)tfLifcM£.ffli&k Un-vt«H^ (5) 
[0 0 4 1 1 

(1) 

* > / f * (m TTRAIL-R1 -hFc& OTRAIL-R2-hFc tv^) Ifflv^ii § & 
o TOAIL-Rl-hFcSOTRAIL-R2-hFc(±. TRAIL-R13£tiR2£: t: MgGOFc^t OBt 

<t <2>o *&v>*4* AlilXIStt^^TtTlK^tLTv^miL-Rl-hFc^OTRAI 
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TRAIL-Rl&OTEO— >kW&te<&%lX & 2> [Pan.G. , et al. (1997) Science 276 
, 111-113 R ^Science 277, 815-818#B.s ; Walczak, H. , et al. (1997) EMBO 
J 16 (17) 5386-5397#BS] <DX\ MM^^m^KD^m \Z& N TRAIL-Rl&OTE 

[0 0 4 2] 

y^X??** K^-f ><t 9C5fcS*H0 7 5 smZm^tzt MRAIL-R1&C/R2 (JSL 
T ITRAIL-Rl&cmdeltaj fcv*-?) Sr^ff**^^ * -pEF-TRAIL-RldeltaS. 
D f pEF-TRAIL-R2delta^L929«^#A U »^®lCTRAIL-RlS.tmdelta^il 
$J K Hit L T V > * *ffljfe & W^J & & o pEF-TRAIL-Rlde 1 1 a& 0 5 pEF-TRAIL-R2de 1 1 a 
■Zti^rti, M hTRAIL-Rldelta^ 7 V^'^ISrn- K-f&DNA&tffc h TRAIL-R2 
deltas >/^SC£n- Ki"-6DNA4r. l#MJfeffi#&^^ * -pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#fig] K&^&tr -T £ 
Ct^U^^o fcrtf.U TRAIL-RlS.tm^n- Kf^DNA, ^9 9-^ 

[0 0 4 3] 

jMfcWfcti* pEF-maL-RmV^de\taXL929mm^^M^LXnhittzM 
£ if* L > pEFneo^ 9 9 ~ i>m A $ ti « K $*l5^^>fy> 

^TOAIL-RlStmdeltal&aoitetSrtiaitc, hTOAIL-Rl&OTEdelta 
*ffl»® K «jWH*3B L T v L929« £ f£« f * - J& s t? § & 0 
[0 0 4 4] 

^# ? ftk$frStc/Bw£>;ft&^\ 9 ^^"^^tis^'b^^CK [Tomizuka. 

et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] ^ffifc$ *itv>£ 0 
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[0 0 4 5] 

BS^rtft&N J£M^lt* ^rtt-c t J: u^*, J&J&rt&fcK J£MffiltX»± 
[0 0 4 6] 

triasj tv^) , mmmm%L'&^m& mr telisa-^j tv^) , ni&m 

[0 0 4 7] 

L-Rl ?/R2 £ ELISAffl "7° — h^<?)@*BM^nM £ MC#LJF.«bi 

TBSAJ t^o) -WtLtTOf t 

fctttt (M^(i^^^JfiLVt) ±ffi^l3^4^<7)*n:TRAIL-Rl^tm 

s#:^^^a 0 $t>^-^ja#t tr»5sai»$*L^:t b^fr^^-r^^ 

[0 0 4 8] 

(3)un--7^mig 
Un-vtUli, -v"7^ t^yh, ^A^^-, >7+h^Xfi 
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BALB/cfi*) ^iO--7^P3X63Ag8U.l(P3-Ul) [Yelton, D.E. et al. Current 
Topics in Microbiology and Immunology, 81, 1-7 (1978) ] > P3/NSI/l-Ag4-l 
(NS-1) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) ] 
> Sp2/0-Agl4(SP-2) [Shulman, M. et al. Nature, 276, 269-270 (1978) ] > 
P3X63Ag8. 653(653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 ( 
1979) ] , P3X63Ag8(X63) [Horibata, K. and Harris, A. W. Nature, 256, 495 

-497 (1975) ] ^^iv^:h«lv> 0 ztih^mmm*, mmzmm 

, fUx.(f8-T+P'^T->i#itb [V)V9^y, 2-^ )V ii y° Y J- 9 J - ;K 
J i/yRXf'y i/m i Mlkm (J^T TFCSJ t^o) ^ijnx.7tRPMI-1640it%^8-T-if 
yT-y%1]UJLfzi%M] , 4 X=i7$t^y)l^<-y nig* (Iscove' s Modified Du 
lbecco's Medium ; VXT TlMDMj t^o) . XltV^^y^^C^^-V^m (D 
ulbecco's Modified Eagle Medium; TDMEMJ t^i) T-«Effclg3H-&^ 

mmm^<D3-4Bm^JE^m (Mz.it, 10% Fcs^^-tpDMEM^*) Tmixmm 
u m&m s^2xio7 &±.<DmmmzmuLri5<o 

[0 0 4 9] 

(4)*BM^ 

[0 0 5 0] 

@(3)Ti#^^L7t^in-v^H!l!^$-*^^^ Ltltf^-tWCtT^tLt 
v > a <7) (i , |ffl^#t4^ J ltic6t/^ & < Bfc-^fP & * , 1; ^ p > ^ i; 3 - ;p 

[0 0 5 1] 

j&UBJg tun-vi ^tejflivt^^ (#J x. fiDMEM) , Xi± U >»««£3£dffl 
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m (&rr tpbsj t^ 3 )) -?z<m&L, snraiaxn--70iit«jt^5:i 
- 10 vmst izte&xoiz m& l , at'C^ii-r * 0 ±v* £ u a* l 

< KCLfclfe, ^t#L^^^lml<7)50%(w/v)^ , J^.^-^>^ , ; 
MlOOO-4000) ^-^trtejflLVf^Afe*fiTi"^o 10ml<7)tejfiLrf i#:Hk£^o 

• r < y y • ^ \ v> (JsJLT Thatj t ) jfo&o'n h -r - 

n>f*>-6 (&T TIL-6J fc^d) ^^tfJE#J#ife (&T rHATlfttJ <hv^) 
[0 0 5 2] 

• ^*T- > • * U sK~>;i/ h7>^7x7-b' (HGPRT) ^:tR*fc"C* 
Jfeli, HAT^^^T^i^-e^^v^ —TVs #L#jt£M^ L^l^fflJfe 

^-e§&#\ t)t#^«^9 Loit^Mtcti^^ab^o tot, hat^t 

[0 0 5 3] 

VfO— £B£}«U 08*. If, ELISAftK «t ^^LTRAIL-RlS.tmfeLW^rill^i-^ 
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[0 0 5 4] 

(6) 9 a - ~ y f-XM 

[0 0 5 5] 

7-)^;Wy'J K--7H-48-2(i, ¥;&13^5J§ lSB'fttt^JZl^faffiAMIIWf 
l^^-W^m (^lrO< (fr|TmiTai#Ml) t'lIII^It^T^&o hp^k 
FERM BP-7599-Cab^o £ 7U K-^E-ll-13li$ft#^TERM 

BP-7698<h LT. ^^/'J K--eF-4-8(i$It#^ i TERM BP-7699£ Lt, M^f"/ 
i; K-vi^30-10f±£ffc§-^#FERM BP-7700<b LT, ^13^8^8H#tfC@|^ 

ft^igt^i^li, IS(6)it^MLt, J^T^iaf^-r^Xfi(7)^^i : /L#: 
[0 0 5 6] 



tbliE# 2004-303922 1 
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2>mMIL-RlRZM2^ S ? u -± )]sfcVf*'i§Z> z\ t^X h 0 tfz, |WLWc<7)^ 
(M x. i£BALB/c) ^ L < (iNu/Nu-7 ^ X , 77K ^A**- 

u-i-JH/Lfamm* y h ($lx.(i\ MAbTrap GlUr y h ; T7ytA7 7^y 

[0 0 5 7] 

(8) -=6 y * n - ^ ;i/#i/&:otfc5e 

J^T<£>J: 9 fcfr 9 - t&X£& 0 £?\ R5£fefc Ul^^f^n-- (Ouchte 
rlony) ELISA&, XfiRIA&rt^plf <b *i£ 0 * ^ x^n felifBMfc"C*i* 

xteftfB-f&tfifazm^&ztizx «k -ty ^n-^^trL^r-f vf^zf, -9- 

t£K [1.4(0D280) = ^ Ay ^D7*'J >lmg/ral] «t 0 #ffi-T «t lj - t 

[0 0 5 8] 

^n-^;Hafl5:oB«i^tf h -7V)|S|5E{imTO «fc 9 LTfrfcd £ fcd* 
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£ Tillies < L/c— moXV*-??- F*mM%fcmto<Oj&fc¥&&Z-&ffit:Rl^ 
[0 0 5 9] 

'J zf^-ff- Kfcf#£fci£>tf>ffl«$:;£ifci: LT, T|TJK<7>*;' h (0Bx.WT, SPOTs^ 

o o 

[0 0 6 0] 

«jST-a*^s**ffl^r«^$*fcatft£M^#«:«*i-*-fc*>^§* (p. 

J. Delves., ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES., 1997 WILEY, P.Shep 
herd and C.Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J.W.Goding. , Monoclonal Ant ibodieslpr inciples and practice., 1993 ACADEM 
IC PRESS) o 

[0 0 6 1J 

* y * n - i- )i>tiLfc<7)LmvmM, imcm^ nmymmR zmmcmm z^tim^ 
-v-r^dM^YCR^mzx^mm-r^^mm^ti^o -7°u-?-\±, ^trai 
L-nmrnm^x nr<y mm & h %m l?z*v ^dna * , iiHti^^/ 

ttJSEJjf 2004-3039221 
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^-v: 27/ 



^t^m^fhfi. 7 t — vDNA <h LX lit A 7 T-Vi)^fhfhho 
[0 0 6 2] 

[0 0 6 3] 

^fPJ^&^T, j5tTRAIL-R^(i, ^l£m#£*&*U -€-co^#t/^^« 

77j- zm^fz-mw%^it¥Mij&zm&xxim£.®.^fr*txm^z> - 

[0 0 6 4] 
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?u-1-)Vmk*j^^&1rhZ.ti>^ifcX~$>Z> (Wright, G. , e 
t al. (1991) Bio/Technology 9, 830-834) o M7*'J K-v^^fve'hnti* 

[0 0 6 5] 

(9) im<v&*£ 

b) Umii*»^^«L, ^^0^#^^^-a^L^7t:B*0|^ 
lfflfla<7)^^ * H^!^ TMIL-Rl&D73UiR2 Ltv^ lE^ffl^ f± 

[0 0 6 6] 

^^C0feL#^>T^ h - v^ff^/Sttfi. LD50ilt(Blf^<7)ll.^#^^^T. 
«<7)^^?B^^7i^-r*L#:0^)^JiM^ Ltifii#tll. 0 LD50M 

»^ ^^1-^ll.^#^i3v>-cloo^g/mlmT^ ffs l < mo^g/mmr. £ *) 

£f2 L< (i0.7^g/mimT, £ Mc£p$ L < ii0.02-0. ll^g/mk ft&£f£L<{i 
0.02 / .g/mll^T'e*^» o 



ttlliEJlf 2004-303922 1 
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[0 0 6 7] 

V^T0.01^g/mim±, jtti L< (±0. 1 /u g/mlJil_h. £ ftf £ L < (±2-10// g/mK 
£ £>K£t£ L < (±10-24// g/mK If L < t±24,«g/mm± 
[0 0 6 8] 

. ±f£b)£tfc)lfi*c<£>fc14, 1"^^^IE#«, #^IE1itJfr^Sf«K:(±^#£ 

* a o 4> u (± , trail t zitxi> mmm cr* h-/x^ mm>+ & ts®. £ m 

[0 0 6 9] 

— TRAIL-R2m§^^i5L#(7)^|lI(7)4 I ^(±, TRAILS O*#T-e0«BJfeH 

juin vmm&) xammm mz.ix\z v±mmmm.mo\o205; atcc ca-222 

MTTT y-b^r (Green, KM. et al., J. Immunological Methods, 70:257-268(198 
4) ) Xf±LDHT y-tJttZiZ&t) fflfc-f Z> 0 

tkjfm t mm £ titzffib<omm ^^^1^77*?., ^^50% iz^m 
-r %> \nmfk%. ^ld5oh tt&o 



thlE#2 004-3039221 
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[0 0 7 0] 

•Jg«Colo205lc*tf SKJK-eti, 96/\¥^y V- h WKibtz *) 100^ lO^fJfe 
tC2.5xl03^jfflfl&Sr»ftL. 37°C. 5% C0 2 ^T^if*L. £ S B L , 

Huffi^^ Wam2. 5xl03& TO^B#^48Bt^J t f Efrf & o 
jE#*BW& (mm) KMi- ho Ifchtz*) 100^1 
O^*tw7.5xl04o*BJigl«r»aL, 37°C. 5% C0 2 ^TT^*L> tn/ffc£gB8s 

irau Hufs^T^24B#r B mv^cm^*«^^#^^iBij^L^o *n^om^ 

[0 0 7 1 ] 

^^Ojftfl^Cti, ±U<D&ftX"U)50$:WmLtzt IC, IfiH (fc Mffiffl 
JjS) Kit L "CLD50fi[**ffli x. If 0. 01 ^ g/ml ( lOng/ml ) 8f £ L < fiO. 1 /< g/nlS 

^t^x.«5fcA, 2-10// g/ml OU)50iE£Wi"&#L'ft#*$ <bK#f£ Lv> 0 ^ 
f&WOjftfrKli^ ±fB<7)^-eLD50*ffllJ^L^t IC, ^«K*tLTLD50{fi^ 
#0 xJf 100 // g/ml #f£ L < (i0. 7j« g/mlUTOttf^ ^ ^ til, 

o mmm^wr ^u)5om&^^i t^mmmmi^m^^ t^z.z> fz&, 0.02-0. 1 

l,«g/ml<7)LD50^W1-^ i><7)&£ httZfti L^ 0 ^m^-U-mXWW 
L-30-10feL#{i, bflf#ffl^^^i-^>LD50iit^2-10^g/ml Jil± (#!J x. (£2-24 

^g/ml) , ^o, a^fflia ^^i-^LD50fji^0. 02-0. 11/. g/ml c7)14® ^ L T i5 ^) 

. ie#« izn-r & t m^shhs izm-t & t *° 1— v * mmm^m^tn o 

Tv^ 0 £6Klf ^K. ^^^/vffcfi, v **fi**r';W;:i5lt& 

[0 0 7 2] 

i ^ -e, rmmm. 5xio^Rz/Ki^mm2mm] (D^n-xmm Ltztz <t>ie# 

#fflJ&K*f1-&LD50fifi . r«t2. 5xl03s.TO^Bf Fb148B#P^J (D^XMrn L 
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mmn&m&w&^tub. jEitmi&KM-t&insmi*. mmmKn-t-zumtitiR 

T# h-~>*SISi&14ri*S&H o ^«tC^-t^>iE#«<7)LD50<7)J:b GE#M 

tcJti-4LD50O10ftJ£)L±(N/C=10J^±), ±^?iL< t±N/C= 10-25 "Cab 0 . J£JL 

T\ JHfcjfr 2 L^iEfflriWC=50, N/C = 50m±. N/C=50rt^l00t * <9 , 

§f £ L < (iN/C=100^e240-e#) 0 , fLtfy?il< JiN/C=240J3Lt"e*& 

o 

[0 0 7 3] 

^^<7) J> ^TRAIL-RIS. tmf/L^ffiM $ *Lfc**iJ ^^1" & 4> £ , 
J: -) %i&<oMMt<Dm^ ! ®)'£$>^X & J: w 0 jggj & t'J T H (± > 
f (7V-XK7^f) L, £»35 ^ $ t § K_tSBO X 9 7}cv§-fR * &ba? 

SgPtSt^fc^f * - t **-C # £ o 
[0 0 7 4] 

, iAt:MLt, 1 S j^0. Olmg^MlOOOmg-e* 0 , £*l£>£1IIU X(iifc!IJK5Ht 
rait, ^l*IV±MX(±Mv±M^ «t o £ - § -2) o 

oticfcx \± mm%s.m. m \t , trail-ri i^^MLti/^iic^st^ 
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[0 0 7 5] 

mmvmma. *mm. &mmmm, mm. mm. m&m, wmmm 
mmm, ±mm, M-mm, mmmm^±&m. &mm, m&m, m^Lmm, m% 

wmm. mmmm. mmtmm.. imm. mmm, nmm. mMmmm 

<DXi> J;i> 0 

[0 0 7 6] 

mm 

m^w tnz> mmx^m l -c & «t ^ Q 

[0 0 7 7] 
[0 0 7 8] 

\z YTMiL-Rmv^tmmm±^mm^mLx^&mm*ft&fzib, \z mrai 

C*3IfiJ<7)T^ /iJiv^:d MRAIL-Rl&^t: MRAIL-R2 (J^T TTRAIL-RlS: 
^■R2deltaJ K^^-^ft^L^o TRAIL-R1 WR2delta 
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[0 0 7 9] 

ilMPCR^T 9 ilM^ Ltffl^/^ii, t: MRAIL-Ri;WR2£ =J - 

Ki" & cDNA*iS#-t- * 7° 9 * 5 * — pcDNA3-TRAIL-Rl O f pcDNA3-TRAIL-R2 

X~$>2> 0 pcDNA3-TMIL-Rl^^pcDNA3-TRAIL-R2(imT<^^Vi-e^$Si^tL7t:o ^ 
ftt MRAIL-R1 DNA&OTRAIL-R2 DNA£, 5' ^t'EcoRlK^J^ 3* 
5fc»KNotIE^Jfc#it=i K>*#ini"t4*0#y ^ 5-^»8LRJS(PCR)*?tv* 
mmLfzo H hJ&ttS*cDNA (ClontechttSQ ^iltU, TRAIL-R1 tcov^T 
(±7° 9 -7- t LT : 5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (BE^J#-^ DRZf 
5 ' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3 ' ( S£^iJ#^- 2 ) * > 
TRAIL-R2 t:ov^li7 7^v-hLT :5' -CACGAATTCGCCACCATGGAACAACGGGGACAG 
-3' (S£^iJ#^-3) J$. 5 ' -TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (B£?iJ#-^ 4 ) £ U "7° 9 -^Pf xDNA*° 'j ^ 9 - ■*? (^Vn • fcf - T - 
i^iHii) ^fffllt, (94°C, 20#;60°C, 30# ; 68°C, 90fJ?K) X30+h-f 
^^OPCRRJCESrffofeo ^llii^tL7tTRAIL-RlS.OTRAIL-R2ee^J^, EcoRI-NotI 
WfM-t LTJIUiU ffl— »*^8g£;ftTV*fcpcDNA3 (InvitrogenttSO 
- iZ&m L tz o # h ft tz -f 9 7. % K£r pcDNA3-TRAIL-Rl & O f pcDNA3-TRAIL-R2 ^ 
£ Lfc„ pcDNA3-TRAIL-R2K&#.&£ *L£TRAIL-R2(i. jiiRlft* 7°^ >f v > 
«t tyJ&J&Ztlfz 2 o<D$fJt<7)*T:\ 1320bp<7)cDNAtC n - K£*i-5>440T 5 
fcJfiSfcO-eab&o J^T, ^»J^O-T^T<7)PCR60RlSfiJgMiR(i, v->T 

[0 0 8 0] 

b) hTRAIL-Rl^tmdelta^il^^ ^-Oii 

H MRAIL-Rl^^deltaHil^^ 9 -*&T<OJj&l'XmSkLtZo 1-3510T 

IL-R2gR£^ y°^- K h & h mji 7° 7 X 3 K £ ftm-T Z> tz *b \Z , TRAIL-R1S. 0*R2 
Ufr^-f^YW *3SKEcoRIB£#k 3' **tcNotIBE^J tH-ih^ K> Htinl" 
^^OPCREtS^^fo^o PCRti, TRAIL-RHC o^Tii^'J 9 V*^- Y7°y^i 
t -5* -CACGAATTCACCATGGCGCCACCACCAGCT-3' (BE?iJ#-^ 1 ) RZ/5' -TTCTACGAGCG 
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GCTTATCACAGCCTCCTCCTCTGAGA-3 ' (B#iJ#-^5) TRAIL-R2tcov^Tti^ »J ^ 
^ lx*^ F7°^ -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (@S^iJ#^- 

3) ^5 ' -TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3 ' (@£^J#-t 6 ) 
7°^^^PfxDNA^'; * 7 --If (^3 • tf-T-;l^;M=±5!0 , &?/pcDNA3-TRA 
IL-RKpcDNA3-TRAIL-R2^^fflLr, (94 °C, 20# ; 65°C, 30# ; RmSV, 75® 
fBl)X 25^4 ? )V<D0ki*Xft^>tz o ^MZtitzTRAlL-Rl%.ZfK2<7)^fr'<-J'?-VZ 
. EcoRI-NotlBJfJf £ LXMimLfco * It iOEcoRI-Notllffit SrEcoRI £NotIB£ 
3R-CfPfS L fcpEFneo^ * * - fcjgig L *:<, t# ftfc "7°^ 7. \ K £pEF-TRAIL-Rlde 
1 ta£ C >: pEF-TRAIL-R2de 1 ta t L tz 0 
[0 0 8 1 ] 

c)fc hTRAIL-Rl^On^deltaH^lffl^O^^ 

b)T^ML7tpEF-TRAIL-RldeltaS.^pEF-TRAIL-R2delta*, LipofectAMINE PI 
us (^3 • tf-T-^^;W±^) L929£HJ& (American Type Cultur 

e Collection No.CCL-l) i:|AL/:„ it^T-SAti^-^ T )\/<Djj& KXft-o 

tzo mmizmmy?*^ (mmmmjscmZ) *x37°c. b.Q%vmjf^TX2mf% 

mmtfz^ G418 (^^3 • £lmg/mHC&& <£ 9 Mx., 

liIP^*L^ 0 ^*1ftt: hTRAIL-Rl*°D ^n-t;i/^M^¥i;t 

h TRAIL-R2 # 'J ^ n - i- (DAKOttM) £ ffi ^ 7cFACSf§?#r £ ft v ^ iffST^ 

A $ *t7^j&^G418lttt^BSC L £ & O (± N 351 T ^ J Wcfr h & &TRAIL-R 

ldelta^cK348r 5 7 ^^^»^^TRAIL-R2delta^|ffl^fli^®±^l&iaL-Ci/^ ,T 

t*mm\^tzo 

[0 0 8 2] 

PCRffl-7°^^-7-^<7)^-'; =Oz ? KO^(±, ^TDNAgtfc^-J&fi (^T 

^3948 ; OHO ^-^>xjW- • v>^°> • 7 7°7^ hV^tyXf^Xfi 
UWk) ^Ov^ j-T;HCt^o-C^f o£ [Matteucci,M.D. and Caruthe 

rs.M.H. (1981) J. Am. Chem.Soc. 103,3185-3191 #HB] 0 <; rfjz Kli 

7.M^#»U ^fflf^>f ^-20°C^^^L7t:o 
[0 0 8 3] 
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(8020)1^^ Mg«if7>^v-> (KCo5) %mi%lzffl$1r Z> 0 Z.<0-?*?*\t 

\l \ igmmittm. * w^mo -wxt, t ng « m v ? > * v - y 

Offif(:ov»T**S^#-C*»), T-^feiinrtg^l4#^'fe#:»f>T- (SC20)£{£ 

"9 , tt^WiS (Tomizuka. et al., Proc Natl 

Acad Sci USA., 2000 Vol97:722) ^|S«c$tLTv^ 0 ifc, ^$cB{2|*HS14lgS 

(KCo5) %m$1-Z>-?'yx?hffi (h7>^yx^7^7-)^) "C£>*K fllxJfFi 
shwild>b<7)#^ (Nat Biotechnol., 1996 Vol 14: 845) Hf£*c£^TV>£ 0 
[0 0 8 4] 

■7X(7)x@£^<t 0 thZ>=?--? *y 7, %mMb<7)%k^ (Tomizuka et al., Proc Na 
tl Acad Sci USA., 2000 Vol97:722) HfSft£ titt&"Cmtir U M+ilt: h 
IgM$I£t>*/c31iI^|W|B# KtitlhZti&mit (nfW^^^) SrSifcLdsh 
ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000), 

[0 0 8 5] 

t: MRAIL-RlS.O f R2^t^^^ b^y ^n-t«(OiS 
*#l«!l^£&t&^ ^n-^-;i/^cof«^, ^-^n-^^H^^AP^ 
(SIRfbi^ »Sfcttf&fr 1991) l*tcfa«$*L*J:-5*-««^i*^o 
TllLto Sfcj&RKfc LTWt MRAIL-Rl&tflBJi, HM^J 1 TWR t^TRAIL- 
R125.0 f R2delta^?iL929«^fflvVco ttfcgHHlBrfi, H Jfc002T?ffcR L h £ 

[0 0 8 6] 

hTRAIL-RlilMt-^t: h ^ ? n-^;i/ffi#o3B»i£ S 6tJ ^ LT, t 
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g^^^tc, H»Jl-efP^L/iTRAIL-Rldelta^?IL929« (3X106«/E 
) ^^M^^JEI^LTto #JlI]&^ibJ», |0]«^^E^M^S^, 3B 
fbWUOdmigL^o $ ^^J^T^^^^fli^Cf'; >/N°0^1im3Hl!u^|5]*.ffl 
M*¥t%.mz-&l£Ltz 0 t: MRAIL-R2H*t1-& t: h-ty ? n -t^»il^ 
IKtLt, tb^l^f^i:, HJfetf!IlT'^JKL^:TRAIL-R2deltal|3SL929 
« (lxio7jHBlfe/E) £JBU£rtfc*llllfc£Lfco #JIII&^ibJ«, rafflUB* 
JftJKrtfc, HIWflfKSIIIfcgLifco $ ^^mTH^-<^>flWo^#3BHfj^ra^ 
Jl&fcJIIfrfllfcfcfc&Lfco 
[0 0 8 7] 

%^rLtz^^^hmWRXf/W) >'m*W&th\ZJfm^ 350mg/ral fit 
BfoKHi- h V ^ A, 50iji.fi/ml ^~v';>, 50/zg/ml 7. h U 7° h v > 
tfteiflL/fDMEM^^ (^7'3 • \£~T~)V^-)V^M) (HkT r^JfiLfllDMEM^WlJ t 

mLrmmWc^m^LtZo—-^. 10% FCS (~>^T*t») £^-frDMEMJ#tfi (^^ 
rr • if-7-;Vx;« (J2JLT Hfidt A 0 DMEMJgtfU tv^) t-t, 37°C, 5 

%j^m^#«T^MS*n x io8iH^/mi zm*. % ^ X o izt&m UUn 

—?MM SP2/0 (ATCC No.CRL-1581) £ ITO Killfitff DMEM^-C?5fe?f- U IffijfiLff 

vjf^fc £«tfc5:l-£7l^U it'L^ ±ff £^£KI&*L*:o -O^W 
h \Z , M^J L T 50% (w/v) #'jxfP>^3- ;H500 V > #~ v > 

'WAtt^O lml£. fc^y h £ifc#L&7& s <b*9>o < O^JDLTt 

4& ^&37VlzmULX&^fzmmnVmmmmlZ2®tZ-frbl'Ci$>'3 < l}^DL 
„ ^^tC7ml<7)4KjflLvtDMEM^^^nL7to it'MlL ±ffr*Bfe* tifcB* 

&TKMmi-&mw^mmz£&x?i)-~>7iziitLtzo /wy; 

K-TOaiRIi, 10%^^v^BifiLVt (Fetal Calf Serum, FCS) htW> 
^ >(Hh T * / 7°t- 'J > (Ah ^5 v > (T) (&T THATJ o : v y^ttM 

) £ & DMEMigJtil * X*tgm-f Z> - fcK J: «9^T of: 0 £<b^, HT (vmH 
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bTRAIL-RlWR2H h^y^n-t^^ltf^^^'J K-* r^n->tf> 
IK (*2"J-->^0 S^^A/f^'J K-v^M£-r&t: 

ffc-fe ^ V - 9 - (FACS) i:i 19 i!W5£"*- hZ.tK&^ft-otZo 
[0 0 8 8] 

, t: FM^n/'J > r §I(hIg y )RV t \i FM^d/'J £*TU 
MRAIL-RlS.O f /X(±R2i;#M6tl^^14*W1-^ ^ h * S ? v - i- frtfLfo* 

*<D*5£W<D}z btrtt: MRAIL-Rmcm^ey y n 

n->£^-f : 1-13, 1-18. 1-32, 1-40, 1-43, 2-6, 2-11, 2-12, 2-18 
, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-53, 1-13-6, 1-32-9, 1- 
40-4, 1-43-43, 2-6-48, 2-11-5, 2-12-10, 2-47-11, 2-52-12, 3-10-19, 3-23- 
8, 3-33-7, 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-ll, E-14, L-30, N-18, X-14 
, E-ll-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N-18-12, W-40-5, X-14- 
4, X-51-4, X-51-12, A-ll, G-3, H-34, 1-22, 1-35, J-21, J-26, K-8, K-16, 
K-57, L-4, P-28, P-36, W-42, X-13, X-60, Z-23, 1-39, A-4-27, A-4-29, G-3 
-10, H-34-2, K-57-12&CKW-42-2 0 ^Kh<D d H-48-2 li, ¥fi£l3^(2001^)5 

ft i8B#tt xnzft&&Ammmm&fflizpfi mmm^> < f^miTgiMi 1 

) KM^MstLfZo BI^It#-^(i, FERM BP-7599t?&&o Zfz, E-ll-13, F- 

^1-30-10^, ¥m3^sft8BttifT±mft^m^mmmtLfz 0 mmmt 

E-11-13^TERM BP-7698-Cab , F-4-8^TERM BP-7699-C& <Q , L-30-10 
^TERM BP-7700-e*)^o ifz^ E-ll-13, F-4-8& X ^1-30-10^, Wcl3^10m 

lnttif^trnffiZcffi^mmmtLfzo mmmm^^ e-h-i3#\ fermbp-77 
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70-C^>l9, F-4-8^TERM BP-7768-C& 0 , L-30-10^TERM BP-7769-C<fc& 0 
[0 0 8 9] 

H»]4 t: («M^n7'J >«8U (Ig«)*^1--?)> t: hifiTRAIL-Rl^/ ? n - 
-t- V tftTRAiL-R^ J ? u - -r frtfcfomtfim 

(J^T, *tl*?tL PTRAIL-Rl-hFcJ . rTRAIL-R2-hFcJ t^o) ^r0.5^g/ml D 

>mm.ffi*km±&7k cjsjlt tpbsj tt^ 0 ) tcwiiL^i 0*50^11*0, elis 

Affl96/t-7-f * 07V- h (Maxisorp, *>?*iS!D <D&? jDVbZMz., IStl 
I^PIl^ + a^-FU TRAIL-R1 -hFcX (iTRAIL-R2-hFc 4 ? U7°V- Y KW. 
m^^tzo >k^\ ±.m*mx, #7x;H:70^>^i (SuperBlock (2 
iliSH) Blocking Buffer, PIERCE*±$S) %1m?L, Mi&"t?30^IHI>f h 
U TRAIL-Rl-hFcX{iTRAIL-R2-hFc^^LTV^v^fi^rn y ^ Lfco £0 
i9tat, £TRAIL-Rl-hFcX (iTRAIL-R2-hFcC 3-7M>^L£W 

[0 0 9 0] 

EUBZ-&ti&. &*7^)V*0.\% Tween20^WPBS(PBS-T)-e2EI«fe^L^o 

, Biosource Internationa HIM) *10%7"n-^x-^ (^B^SHI^M 
») #^PBS-T^2000teK#fRL£M£, i/WCSOju lJPx., giST30$M 
y* h L/; 0 7^0^- h PBS-T-e3H^^, TMB^feSjttft (D 

AKOttM) SNfr^ilHClOO/* l-fojpx., ^ST-e20^K^ h Lfco 

#^i;l/tC0.5MfiEK £linx^ KJS&ltftfco r£ft450nm (#BH 

$[fi570nm) t? (DWftgt 4 ? \ ^) - V- (MTP-300, n n SMttM 

) -eaij^LTto 

[0 0 9 1 ] 

SO^fcTjrfo ^lfi. HW#L£t: H/CTRAIL-R1 ^ y * u-*r)V%m<r>^7*? 
7*W^mm&&*7F-rmX~3b2>o m2lt, flJtf&Lfct: hJ5i;TRAIL-R2^/ 



mSE# 2004-3039221 



&m 2 0 0 1 -3 1 4 4 8 9 v : 39/ 



[0 0 9 2] 

[ill] 



t hirCTR A I L — R 1 






TRAIL-R1 
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I g G4 
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1—18 


I gG4 
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1 — 32 


I g G 1 


+ 




1—40 


I g G 1 


+ 




1-4 3 


I gG 1 
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2-6 


I g G 1 
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2-11 


I gG 1 


+ 




2-12 


I gG 1 
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2-18 


I gM 


+ 




2-4 7 


I gG4 
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IgGl 


+ 




3-1 


I gM 


+ 1 




3-7 


I gM 


+ 




! 3-10 


I gG4 


+ 




3-23 


I gG4 






3-33 


I gG4 
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I g G 2 


+ 




3-5 3 


I gGl 
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im2) 



t: btn.TR A I L-R2Ja# 




3Q3SE««s 


TRAIL-R1 


TRAIL-R2 

1 IVTl X Li IV Li 


A-4-2 7 


I gM 




+ \ 


A-4- 2 9 


I gM 


+ 




A- 1 1 


I gM 






E-ll 


I gG 1 




+ 


E- 1 4 


I gG 1 




+ 


F-4-2 


I gG4 




+ 


F-4- 8 


I gG 1 






i G- 3 


I gM 




+ 


\ H-34 


I gM 


_ 


+ 


! H-48-2 


I gG 1 


_ 


+ 


? 1-22 


I gM 


" — 


+ 


1-3 5 


I gM 


"_ 


+ 


J -2 1 


I gM 




+ 


J -2 6 


I gM 





+ ! 


K-8 


I gM 





+ 


K-16 


I gM 





+ 


K-57 


I gM 





+ 


! L-4 


I gM 





+ 


L-3 0 


I gG 1 







N- 1 8 


I gG4 


— 


-f- 


P-2 8 


I gM 






P- 3 6 


I gM 




+ 


W-4 0-5 


I gG 1 




+ 


W-4 2 


I gM 






X- 1 3 


I gM 




+ 


X- 1 4 


I gG4 




4- 


X- 5 1 -4 


I gG 1 




4- 


X-5 1 - 1 2 


I gG4 




+ 


X-6 0 


I gM 




+ 


Z-2 3 


I gM 




4 


1-39 


I gM 




+ 



[0 0 9 4] 

mM®U t Wl%k<r>-J5&K «t 0 > &7 A> £ TRAIL-Rl-hFcX (iTRAIL-R2-hFc"C 3 
-■r-f yyLtzTj *7U-?V- h ZftULfzmz, #^jc;i/=S:PBS-T-C2ia?5fe^L 
tz o TRAIL-Rl-hFcX fiTRAIL-R2-hFc ^a-fr/^UvOn^-h^ 

B#Ma&$-£fcm, #-^i^*PBS-T"C2lli5fe^-L^o #«)x^W^ 
tLH# 7 -9" fcf * * v ^- -if -cailR $ "7 v#C Y IgGlifrffc, "7 

h IgG2#u(£> £ 7 n h IgG3fcuf$3Ui t: 7 vjfi h IgG4fet# (#2000f&;fr$v. 
50// The Binding Sitett^) £Jnx. x MfflT'Cll5IHK >^r^.^- h 

Ltz 0 mnmmm. (TMB, 100^ 1/7 DAKOtt®!) £#7 
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x-)VKim?L^ mar ^20^^ y**.^- v ttz 0 >k^x\ o.m$m (100^1/ 

Zm*-, fcBZkfrfZo $t:R450nm (#«JB70nm) XWRJt&i^J 
?U7°ls-YV--?- (MTP-300, 3 n ^-«^±M) -CiUS L tz Q t OlS* * hu ffi 

[0 0 9 5] 

^WJ6 TRAIL-Rl^O^IIJlimi-^i-^^-^y ^D-t)WR» 
mmffl lXMUL T^TRAIL-Rlde 1 1 a#§ijlL929»$. OTRAIL^de 1 taf§i!L929*ffl 

j& i,zH-f & > mmmixwn l/^/^d - -r MX^K^^m * ^ facs 

MffiXft^tZo 2X106/ml<Z)^S-C\ L929£fflJ&. TRAIL-Rldelta3§3IL929«. TR 
AIL-R2delta^J!L929!ffl)&£. 1 % ^ ^JfiLff A 0 > 0. l%NaN 3 . l%FCS^fPBS?> 
Staining Buffer (SB) lC?«£-^ 0 IfflB&V^M (100// l/Vx-fr) £967x^7° 
L--h (^ h >xV -7^>V>l±i^) H^'at/Co it-L^t (2000rpm,4lC. 2 

55-) t/zf^ ±vt«*u nmm3^mmLtz;^ y°>) F—?<Dtgm±.m (so ju 

\)ZMz-XmWLtzfe, 7k^LT30frm&W:LXfrh, m>L^I(2000rpm.4°C, 2 
5^) LX±.m*V££;LfZo Y ^IQQ x.)V<D^>X2mm^\^tz^ 0.01 

25mg/mlcORPE^^Ift^^^jLt: Mg« F(ab') 2 £t<£ (DAKOttiO 30^1^inx. 
, 7K?mT30^^-^ V^i^- h Ltz 0 SBX*2®fcfrLtz^ 300^ lOSB^H^L 
, FACS (FACScan, h >xV y > V >tt$£) £ PJte L 

fco v^TtLO^^)TRAIL-Rldelta^mL929lfflK(iTRAIL-R2deltall 
i!L929« t~ <7) ^ v^t^£t£ £ ^ U L929«^*S^14f if&£> <b tt & ^ o 
/w - t Or h , TRAIL-RlS.i^TRAIL^ t # #1 W £ fcuf£-C& & - t ^^b^ o 

[0 0 9 6] 

mmMAlb^^hnhfttz^ Y #lTRAIL-R1 ^/ ^n-t & \z V fctTRAI 

L-R2^y ^n-^;w#M££jg£1-&'W m K--7<7)i#*±-/t£ffl^T. AM^S 
*fflJfe-C&-5>Colo205 (ATCC No. CCL-222) Kft^ hMmMMmfc^Mfe Ltz 0 1 
0%FCS£-^ tfRPMI^Sfe-e^* L T v^Colo205*fflfl£ £ 2. 5 x l0 4 /ml <DWkBt ^MM L 



tHII# 2004-3039221 



mm 2001-314489 



^-v: 42/ 



ftL/: 0 37°C, 5.0%^m^T-e24B#r^«L7t^ /Wr-J K-^#±rt 
^50^ $t>£^ t: MftTRAIL-Rl-^y * n-^;v#L#X{±£ h trt 

TRAIL-R2^e / ^ o - -T n^ft^IgGW^ fcm&5 fx g/ml \z tc h J: d iz -V ^Jfi ^ 
MgG( y ^n-f;« (v^th«l) i;WU0,u 11* oflnx. 

fc„ Ml^W^'J K— to— «fcov>t\ ^ffifc MgG( y * 

J&x. TRAILS R (DAKOttM) £ife*j£l00ng/mlT?ttffi Lfco PM4^ >fo 

-i^Lt, t: MgG (Biogenesistt^) L/Co 37°C, 5. 0%^SS#^Tf 

48B#r^^*L/z^, MTSfi^ (Cell Titer 96 AQuEOUS Non-Radioactive Cell Pr 
ol iferat ion Assay : -fu* £IJ£l8#0;£j£K|£^1IBft U #^*^H2 

0//lfoi^Dt/: o £f>^37°C. 5.0%^&#*T-C2R#IH|J&aeLfc3^ ?£fi490n 
m (#M?£Jt630nm) -CO^Jg^v^f ? n y° V- Y (1420 ARVO v;i/^- 

7 sOls* V y 9 - : WALLACttM) -CiWjc U U3>K'J7 <9}lxf£ £ JBIK t L 

: (%) =100x(a-b)/(c-b) a(±tt^^^;i/oa95effi«r^ bti& 

1") o ISf*ll~3tW:i3M4i:^to ^3(i, fc: htitTRAIL-Rl^/ * 
n-t;«^I4f-?,^^7'; K— T'OlS^flf^O, Colo205S.O f t: ME# 

y ^ n-^;i4/L#£jt£1-£'W 7'; K-vo^fi?!^©, Colo205S.U f t: h 

[0 0 9 7] 
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1*3] 



tlhtaTRAI L-R 1 $iW 








1-13-6 


I gG4 


— 


— I 


1-3 2-9 


I gGl 


— 


— 


1-4 0-4 


I gGl 


— 


— 


1 1-43-43 


I gGl 


— 


— 


1 2-6-48 


IgGl 


— 


— 


2-11-5 


IgGl 


+ + 


+ + 


2-12-10 


IgGl 


— 


— 


2-47-1 1 


I gG4 




+ 


j 2-5 2-12 


IgGl 




+ + ! 


! 3-10-19 


I gG4 






3-2 3-8 


I gG4 






3-3 3-7 


I gG4 






3-4 2-3 


I gG2 






3-5 3-1 5 


I gGl 






2-18-2 


I gM 






j 3-1-7 


IgM 




+ 1 


sTRAIL lug/ml 









+ + : 2=&m 8 0 %&Jc 
+ : 2 1 ~ 7 9 % 



[0 0 9 8] 

1*4] 



t hJnTR A I L-R2£i#: 


*^7X 




Colo205iHB^#¥ 


E-l 1-1 3 


I gGl 


+ 4- 




E- 1 4-4 


I gGl 


+ 




F-4-2 


I gG4 


+ 




F-4-8 


I gGl 






H-4 8-2 


I gGl 


+ + 




L-30-10 


I gGl 






N-18-12' 


I gG4 


+ + 




| W-4 0-5 


I gGl 


+ + 




X- 14-4 


I gG4 


+ + 


+ | 


X-5 1-4 


I gGl 






1 X-51-12 


I gG4 






i A-4-29 


I gM 






G-3-1 0 


I gM 






1 H-34-2 


I gM 






S K— 5 7—1 2 


I gM 


+ 




W-4 2-2 


I gM 






s TRAIL lyg/ml 









+ +:£&m 8 0%£k± 
+ : t£&m 2 1 ~ 7 9 % 
2 0%£TF 



[0 0 9 9] 
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Z<Dffi^ t: h ftTRAlL-Ri& zfR2^e )Hn.mt ^ Pt14 uy\u-)Vt 

ft t: MgG ( y ) #H W *° ^ n - -f- )V$%m¥JffeT ( k: b ftTRAIL-R2^ y y n - 
[0 10 0] 

4 7**) K-vO§«±»«:ffl^t, lEflffc >K^#!RrtJfe#IBfl&-C*SHUVEC (Bio 
whittakerttM) K^1-&«^lf#i£1$£$lJ^ Lfc 0 EGM-2^«l (Biowhittaker 
-eit*L-CWzHUVEC*ffl^^5X10 4 /mlO?MtCpiliL, #^i;H00^li* 
o^96/t¥i&y°^- h (^ h>7=M v*yvy#.m) C^fiU, 37t\ 5.0 

x., SfclC, t: hftTRAIL-Rl^ey y n-^-;l/ft#X«it HftTRAIL-R2*y * o- 

■r Mm*ngG<Dm&. »«JK5 ^ g/mi k & * * ? k n MgG ( r ) ^ w *° 

■j ?u--}-)V%iW (y^vtS) Sr^^WUO// li*ojpx./i 0 Ptttn > b n 
— )Vb L T > t; MgG (Biogenesis*^) ML^o 37°C, 5.0%^^Tt? 
48B#^ig ; #L^li:. MTSfSHI (Cell Titer 96 AQUEOUS Non-Radioactive Cell Pr 
ol iteration Assay : ~7 n * #*tR) ^mmW^mz^mW: U #*i;W::2 
O^lfoy^DL^ $tbU37°C, 5.0%fcWiKXTX2mmmmLfzfe, $cJB90n 
m(#?Si«630nm)T(7)0^jt^T^ ? n^lx- h V -^-(1420 ARV0 

^ovji <yy?-: wallac^) x-mfe u nn>F'j T<DWjtm*l%m fcLt 

IS^^EI4 H^-To ^ hftTRAIL-R2^ey y n-^-;uft#i:|#t4n> fn-jVt 
t & n . M^TRAIL-R2^y 9 n -^-;ixft#:^HUVECm^^ 

[0101] 
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mmAjb^frhnhtitzt hfetTRAiL-Ri&m^y ^u-^^im^m^-t 

h^4TV K--70*&*±vt£ffl^T, lEItt: hJ3 T ^S»Human Hepatocyte ( 
J^JLT THHlffl^J t^o) (Tissue Transformation Technologies^^) 
M» alfgte * if J mtfzo t -rm^mmm £ 37°C -caWI L > CM5300J#tti (CEDR 
Atfc'ft) S:ffl^T7.5X105/mlO2ftS(CpS!iLfc^tc. i;H00// lfof: u 5 
-fliPx— h £*LTv>&96^¥JS'7 P l'- h (^^f^; + >V> 
K^ftLfco 37°C, 5.0%^#;*TT4.5B#P^*L7^ ^ft«M* 
frofco £^37°C, 5.0%^2f*TT24B^J##U WK*S*«>£&£?To 

7to ^wri) k— £50^ i/^^tjpx., $t>tc, &&j£5 

) jl;W310// 1-f ! oJnx.^o Pttt^ > h u~)Vt LT, tMgG (Biogenes 

isttSO £^fflL£<> 37°C, 5.0%M»#*T^24l$H|JS*LfcSfe. IftiTtH 

mmz^mmmtzmmLfzo ^<d^W:, t ^trail^^e/ ^u--r^%^ 

t Ptt£ 3 > h n - ;l/ <£>^(i (5 t?^;b D * v> r ^ <b , ^ h #lTRAIL-R2^e / ? 
n - -f ^t/t^^TOffllE LT & ^#14 £ ^ £ * v> £ t ^ h i>* t & o 0 
[0 10 2] 

mM®njb^.bfrhVkhKtz^4 7°i) K-vOi§f±i^t>(Dt h^/LTRAIL-R2^e 
y ? n-^-;v^#(7)ffl^{i^TO^-C^To/Co h^TRAIL-R2^y * u--f-)]y 
^L#4-a-tfi##±vt^rmp Protein A (7v->tA77^'>7^*f 
) & 0*0.8X4000 ii l\ (;U*?y KttR) fcffiv^ Q&NFttffift £ LTPBS, 

t t TO. 02M 'J y ymWwi (pH 3) ^ffl^T77^f^ -ffi L 
7tio v#tb®5}-(ilM Tris (pH 9.0) LTpH7. 2ttj4^pg L£ 0 ll^ti/c 

#L-f*3&ifcW\ jS^fJR (10000* y K Spectrum Laboratories^) £ffiv>TPBS 
KttJfe L, ?L#0. 22// m 0^>7'7>7^^ -MILLEX-GV ( 5 <j atf TttHO T 

h*LTRAIL-R2^y * n-^/Hfrffr&^fco ffi»#Lfl:©ifcj£li 
28<)nmtf>BMJK£i!W5eU lmg/ml 4:1.4 0D fcUJUUUo 
[0 10 3] 
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o o £ 1\ lib #CTRAIL-R2^ y ^ n - ^ n >f 7* 'J K - v £ lOng/ml 

Recombinant Human IL-6(R&D Systemstt^k 10% Low IgG Fetal Bovine Serum 
(HyClonettiO ^eRDFJgtfl («C»ttS0 KBKfcLfco -^PKtLTt:^^ 

vjx'J> (5y«g/mK ^Fy^lf-T-^i^a^) , thh9>^7x'J> (5^ 

g/mK ^-7*3 tr— r-jwc/wttii) , (o.oim&u v^tt^Q 

„ 3E-bl^>^-^ b 'J £ A (2.5xlO-5mM, v^ttiSO , lOng/ml Recombinant Hu 
man IL-6(R&D Systemstti^K 1% Low IgG Fetal Bovine Serum (HyClonett^) 

^eKDmm (mmmmtt$k) ^mitLtz 0 y^^^izxmmL, k- 

•7<04»$^ 9 0 % K & o fcBf * T^*±vt * 01R L fc„ 0JR L fc±it*i, 10 
^m t0.2//inO7 4 fl/f- J- Mft U M7'JK-7 

[0 10 4] 

HMtffl 11 ffig* t: b feLTRAIL-R2-^ J 2 n - ^ ;vfct# ^IBM Cf b T£# 

mmm\Ofrhmh*ltzmU\z bt/LTRAIL-R2^ey ^n-t«?:lv>t, 
*«Bfl&-eab*Colo205 (ATCC No. CCL-222) K*t-r*fflII&*ER 3M&tt*a05e Lfc 
o 10% FCS^-a-tfRPMI^Mt:^*LTV>^Colo205lffl^^2.5X10 4 /ml^?#E^p 

SHU ^-^i^lOO/i l-fo^96/t¥^yi/- b (^^hVf'fy^vy^ttft) 

, 100, 1000ng/mHC^*«t d §f>t:t^l: HgG(y ) 

# Hift # i; ^ n - ( v ^ttlSD £ i&jftJRlO g/mlfc * J: # -7 

i^HlOAil-roJox-feo Wtt^^ hD-;vt LT, H MlHi TRAILS « 
(R&D SYSTEMSttM) Sr»«JK0.1, K lOng/mlTM^ffl Ltz 0 > b n-;kfc 

Lt, b^SA#Mfc£1£ffiL£o 37t\ 5.0%&«#;*T^48l$W*&*Lrt:1&, 
MTSj^C^ (Cell Titer 96 AQueqUS Non-Radioactive Cell Proliferation Assay 

o £<b^37°C, 5.0%R^^T-e2B#K^#t7tm. r£JH90nm (#BS«630nm 
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) t«fM^-7^^D7>-f'J-^- (1420 ARVO ? 
[0 10 5] 

>X „ 10^ ^i^ti/^f £lTRAIL-R2^ 7 * n - ;i/ jftl* £ ffl v > X , HH 

£HJ& (Tissue Transformation Technologies^) K^^m^MM 2*i£14£?l'J 
^t/io S-f^lSHH«^37 0 CTillll?L, CM5300*£i& (CEDRAttM) ^fflv>T7.5 
xl05/ml<7)^tcpML/c^H, ^^JHOOju 1 To £ n ^ -yy ? 4 y°I&^ 

- h $tiTv^ 96^:^7° u- h (^ b >r-v y^yyyftm) ^HLtz 0 

37t:, 5.0%^m#^T^4.5^P«ftL7^ t^m^^^ o £<> £<bK37*C 
. 5.0%Ml£#^T-e24fTO*#«L, ^^^4ffiJflL-/fi§% (20^g/m 
K , tTfrfjzfy (7ng/mK ~>^£h$0 x MFon)Pf^ (7 

.5^g/mk ~>^tt«D ^ t: hEGF (20ng/mK ^ h >tV y^r>V>ttM) 

^DMEMigitiL (v^-^ttM) ) ^xmtTtzo -e^, mmfLikzt&ikm.u U 10 

^g/mlH^^> J: ^ HIO^ l/^^;i/-ejnx.^ £ <b -^Ift k: MgG( y 'J 
? u-i-frfcft. (v^*±$S0 £l^ftjgl0. 100^g/mnc&;E> J: d i:#^xiW:i 
0^ Fo-;i/tLtt h}5mSAt/Lfr£1£ffiL/co 37t\ 5.0 

%^*'^T-e24B#^lt#L^mPBS^HH^2ia^L. ^ ;WCPBS£l00,c/ 1 
itlx.* ^^^Triton X-100^^iftJS0.8%^^^>ct 9 ^10^ l/^^^-eiD^^o 3 

7°c-x:immm-w:L^.^x^^mimm s-£> ^mitmso/u \/+> ^£#i&&967t 

¥JS-7°U - h ^ LLDHT y -fe 4 \z*& Lfz c LdtiTy-tJ mWtm (CytoTox 96 Non 
-Radioactive Cytotoxicity Assay! yn^OT) ZUWW<Dm£lizi&\s*M9k 

, RfcW±WL (1M mm. : 7'n ^ 2ff±$!0 £50// l/^^trflnx.. $t;R492nm-C<7) 
^Jg^W ^ wfv- (1420 ARVO ^ y * - : WALL 

AC«Q tCTiiJ^LfCo LDH<7)^rg"14*^i: LT, mm^^mi^mLfz 
o ^-^^;i/co|ffl^(7)^#^(±^M^J7t[wi^^^:^c!: 19 L£o 
[0 10 61 

^:tiiL7t^#^^fflv^-c-J^TO^S-eLD50^ii^ft^:L7to H£tJL*:£ 

miIE# 2004-3039221 
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\%Wmm. £ %\% L , LD50^i L o 
[0 10 7] 

*s* £05 a ~ f &xr\z&5 tzTF-fo m5tz&^x, mxx-mu (-•-) it 

iEf t Mflf il^, [>LftM (—♦--) &iColo205#fflJ&£^fc>1- 0 ^5 
fi, ffl^t ^TRAIL-Itf^y ^n-^;i/fet#:<7)^;M^«Colo205, RVJEftK. 

hM-nmm^tti-z>mmmmm& (ldsou) ZTF-rm-e&Zo *mmmmco 

lo205K*t1-&LD50fltfi, 967^^ 7° l^- h Ol^fc 0 100/. lO^ttiH2.5X103 

£ (DELj&m mfinm m l fcufoLDsofi-? i * * o jeh? h h jffukm k 

(HMFFfflMS) Kim*.. ^#tO^NFra^24B#^£^L^^F60LD50 
ffit?* * o ffl«i t b #CTRAIL-R2^E y * n - ^tfrffcfi, Bttt n > h n - ;u <h Jtfc 

l -c w ^ ^coio205fflna k«?e ^ if m~? & hfrt^^tz 

o S&K, fflSt htrLTRAIL-R2^ey ^ n -^-;i/^t#E-ll-13, L-30-10(i. thft 
mx.MTRAIL^*IMi5L#H-48-2^JticLT. M MHrffFHKjfflJill^^i-&#tt3&* 
tend fcjFWb^fcfcofco 
[0 10 8] 

L-30-10f±10 ^ g/ml SrlffffllfeU^ini LT ^^#^50%J^_L£^ Lfc £ £ 
jfcfc, L-30-10OLD50{il0^g/mlJil_h-e^^o ffl^fflkXf£3f^.*~7uy h L 
tzy7 7frb®ffi$i%.tZ£ t)\D50*7¥itbtzt Z?>^ 24 g/ml £ Hth $ tL/c c $ 
, F-4-8H0. 1 fx g/ml *JFF*BII&Ki&!JD L£H# j^^^^**50»J^T-C*o d t ^ 

F-4-8OLD50(i0. l/zg/mllTt^So L-30-10h HflftH EI WtWtw 36-^1/ 
D50£ft#L7t*t*, 0. 002// g/ml fcffm$*Lfco 
[0 10 9] 

jE#t: h!T«^IJ)50^Colo205*fflm<7)LD500^T^^>7&\ -£<Z>Jt (N 



tHliE# 2004-303922 1 



mm 2 0 0 1 - 3 1 4 4 8 9 ^- v : 49/ 

/CJt) tki^tbtzo *<0&m. fflSi^#E-ll-3(±N/C = 18.18(10j§J^_h), L-30-10 
(iN/C=100(100^±)-e* 19 > v^TtLO^^^t^^^tt^^ttTv^ 
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5] 



N/Cifc \ 


25. 45 | 


c3 




5 
cvi 


10.7 1 


! 0. 125 


a 

bo 














Colo205 LD50 


(=> 


0. 02 


0. 15 


<=> 




CVI 


1 














<3> 
LO 

fefe 
u_ 


OO 

csi 


0. 002 


0. 12 


cvi 


7.47 


0. 25 ng/ml 


CS3 
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l— l 

s§ 

4S 

si 


1 E-11-13 


1 F-4-8 


1 H-48-2 


S L-30-10 


I W-40-5 


si 

si 



[0 110] 
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U251» (WWfliM, Ify-wry^ No.RCB0461) > JurkatlfflJ& ( 
T«'J>^ s li*, ^B^«^^±«i) Cov^ML^o U251«^^t 
1-^>I^T-(i, 96/t¥J&7°^- hOl^fc *H00// l^i#^tC1.0xl0 4 <7)»^ff 

mu 37°c, 5% co 2 ^t^*l, ^^sbj^iil, munmr ^sm^w 

- bmK&fz *) 100// l^i£±tiU~4.0xl0 4 <7>*fflJfe£J#*IU Jfrffcfc&imU 37°C, 
5% C0 2 MET-C48B#P^« L tz.%. KmM<7)£.ftm £ Mie L tz Q J^T\ #45l#<t>LD 

E-ll-13coU251lffl^CM-r^LD50:0.3, Jurkat*fflJ&^*j-1-£LD50:0. 1 G 
L-30-l0C9U25l»tc*t1-&LD50:0. 17, Jurkat«KM1"&LD50:0. 13 c 
H-48-2<7)U251*fflJ}S KM-? Z> LD50 : 0. 24, JurkatlfflJfe \zM1r * LD50 : 0. 07 o 
F-4-8<OU251« iZtt-t LD50 : 0. 03. JurkatifflJE KM? & LD50 : 0. 004 o 
W-40-5OU251UHJ& £ LD50 : 1 . 0, Jurkat#fflJ& ^2*1" £ LD50 : 0. 48 Q 

[0 11 1] 

H»!)12 TRAIL^T^jstt^, fMttfc ht/LTRAIL-R2>=ey ^n--^;ut/t#:O0«B 
HJfcffiUOd* <b?# <b titzffim t: h #tTRAIL-R2^e y * n - ;u^#coTRAIHc^-T 

z>¥M*. ^xr^tm^^mz^xm^^tzo 10% Fcs^-^tfRPMi^^ 

* L T v > £Co 1 o205#HJfe 4- 2 . 5 X l0 4 /m 1 <7) jftjg t:iIL, # * x ;H00 ^ 1 1* ^ * 96 
7\¥^7°V-h ("<? h >y>4 -y^r>y>tt^) K#&Lfco 37°C, 5.0%^ 
#7sT-e24B#^*L^m, ttlWa^Sr^aiatO. h l/ig/mHCfc* «t d IZ10 ju 1/ 
^x;l/Tinx.fc^ ^ h1&.mx.TMSL9>'**M (R&D SYSTEMSttM) 
ng/mlKfc* «t 9 KlOju 1/-7 ■x^-CiDx.fco ffii^jvffc^tt^ > hn-^fc Lt 
, hmsmtt-ZmmLtZo 37°C, 5.0%l£K#;*TT-48B#ffl^*L*:^ MTS 
MUl (Cell Titer 96 AQueoUS Non-Radioactive Cell Proliferation Assay I ~7° 
u*m±m vm, ^^jm:20^ If oaU;o $ 

h\Z3VC, 5.0%!feMtfXTX2mmmmLfz^ r£ft490nm (#BS«630nm) "C 
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<Dm3t%.*-?4 ZU-y'V- h V — y~ (1420 ARVO ^ ^7 : WA 

[0 112] 

*£*£EI6 a - e H^fo HNRfc hJftTRAIL-R2^y ? n -^;i4jLfrF-4-8, H-4 
8-2, W-40-5(i, TRAIL^#T^i3V^-CColo205*fflfla^Mi-^T# 
ttOi^^^M^tL^o — ^> 1216a, E16b^ is v>T, Jft#«ri|MK' , Ci£iHI L/c^K 
t± T *° h - v * If bti&fr^tiZtfrb, \%Wt TRAIL^*^ L fc» 

-^<7)T* 0 h-v^M^fStt«±TRAILm: 0 & <b $*tfc & O «b *L& 0 L-30- 

lO(iv^tLO#E^i3V^-C^TRAIL<7)Colo205^flJ3a^t1"^>T^ 0 h - v^lf^St* 

^^^fOtWTRAILJ; «9 fcfiufci&fc, L-30-10fiTRAIL<7)^W#:^O|g^^^ 
& (7) t#x. h fi&o E-ll-13l±i&iftflEl m g/mlTTRAILOColo205TO^^1- 
£ T *° h - v X ##^14 £ WJ L fc 0 
[0 113] 

HWJ13 ^^^JM^-r^^^i-^ffMH h£tTRAIL-R2^y ? u - fr%m<T> 

HM#!ll0^ h'i%hiitz\LY t/LTRAIL-R2 J & J 9 n - ^fl:^* * , J^TOfS 

4il^-cOBalb/c^- Y**V* (B*?UT (W) tt«tO)»A) OfrgB&TK, 
^M^»Colo205^5Xl06/-7^Xj@#:-e^filL^o &teli§W~10BM^ £ 
* Lf;tt«^i $ £vM;eU 11^)^1 ^^50~100mm3X(±300mm3oS^v> 
*£5ElPt LTflWtLfCo JS«-**;*OJIMSrtfc, K 4. 20, 100 

^g/^^^W (200 \<D?BSK*BffiLtzi><D) fcS-S-U Jfi&tf>* § $ £«iJ5e 
Lfc„ t/L#^Pttt3> h n — ;i/ 1 LT> Pilot: h#i3KAjfrffc£ffi/B L/co 
[0 114] 

E-ll-13, F-4-8, H-48-2, L-30-10, W-40-5^1^g/v^^>f@#:-e^L/c#T{i 
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, H-48-2^ii^^m/6 ? m^tL, E-ll-13, L-30-10, F-4-8, W-40-5<7)JHI-Cfcyi« 

$m&m< ^oTv^c(in7) 0 H7^^v>t> 3imb$:^-l/;i£h^ 

mfrbtmLX'J?* < <h ^13SP^(iJ#MJfp$IJ-M^WIl^^ti/i (H-48-2^ 
n-» o 

[0 115] 

E-ll-13^4, 20, 100^g/-7^Xl@#:-ei§:-^L^^-C(i, Jg-^-L/i^^^^T 

^ p, tm l r ^ * < t 1 1 a m nmmwm ~~ mm^mm ztitz 0 

Zhiz, 300^3(7)^-7^ ^^5El^t LT, E-ll-l3?:20//g/-v"^^1ifr-r 

&5-Ltz&^ mmftmmiEMfimmztifz (H9) 0 @9^t, 3 hips b 

[IPj? <?>$)*] 
[0 116] 

SEQUENCE LISTING 

<110> KIRIN BEER KABUSHIKI KAISHA 

<120> ANTI TRAIL-R ANTIBODY 

<130> P01-0743 

<150> JP2001-150213 
<151> 2001-05-18 
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<150> JP2001-243040 
<151> 2001-08-09 

<160> 6 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 1 

cacgaattca ccatggcgcc accaccagct 

<210> 2 
<211> 48 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 2 

tttctcgagg cggccgctta tcactccaag gacacggcag agcctgtg 
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<210> 3 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 3 

cacgaattcg ccaccatgga acaacgggga cag 33 

<210> 4 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 4 

tttctcgagg cggccgctca ttaggacatg gcagagtctg cattacct 48 

<210> 5 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

miE#2 004-3039221 



#JR 2001-314489 



^-vl 56/ 



<223> Description of Artificial Sequence: synthetic DNA 
<400> 5 

ttctacgagc ggcttatcac agcctcctcc tctgaga 37 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthet ic DNA 
<400> 6 

ttctacgagc ggccgcttat cacaagtctg caaagtcatc 40 
[0 117] 
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Co 10205 Ktt-t h rnmmm^ * ^im 

[03] 

^/CTRAIL-R2^ey y u-i-MjLfc%mtk1-&^4 TV K-^^^^ivt^O 
Colo2O5^ttt-£*fflJ&^lfS^£^0 (t^tiLt HgG(y)#Hlft*''j*n- 

[0 4] 

£ h #iTRAIL-R2^ y y u - i- ;i/#vfc £ M^lr Z>>^4 7~ } ) K - ^ <Dl%m±j% <f <9 
HUVEC & M^ElfzS^tt £ ^-T So 
[05] 

mm h #lTRAIL-R2^ y y n - <f ;i^#OColo205;&^±E1it h fFHIC« K 
[0 6] 

TRAIL^T^43lt^ffi^t: h ^lTRAIL-R2^ y ^n-t^»ffit^^tl 

o 

[07] 

«H4fc h #iTRAIL-R2^ y y n-^;v#t#E-ll-13, F-4-8, H-48-2, L-30-10, W 

^:4-^1-0o 

[08] 

fflMli hi5LTRAIL-R2^y y n-f-;l/J/L#E-ll-13^4. 20, 100^ g/"7 ? y 
[09] 

300mra3ofI^-7 y K*fr L . fflM H h #fcTRAIL-R2"=e J ?U-j- ;l4/C#E-ll-13 
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